Annotated metabolites identified by FT-ICR-MS in SARiac1-3. The signal-to-noise (S/N) ratio of each mass in the HPLC fractions of extracts from AvrRpm1-HAexpressing wt plants was at least five-fold higher compared to their S/N ratio in the corresponding HPLC fractions of extracts from the eds1-2 mutant. This experiment was repeated two times with similar results. ID theoretical mass [M-H]-experimental mass [M-H]-Error (ppm) Annotated as chemical formula Supplemental Figure S1 SAR bio assays in eds1-2 mutant plants (A/B) eds1-2 mutant plants were locally treated with 10 mM MgCl 2 (MOCK), Pst/AvrRpm1 (AvrRpm1), chemicaltreated water (chem. water), 0.2% DMSO, or with different fractions from plants extracts. (A) Plant were treated with the PE-phases from DEX-treated pDEX:AvrRpm1-HA Col-0 (C-PE) and pDEX:AvrRpm1-HA eds1-2 (e-PE) plants. (B) Plants were treated with the SPE eluates indicated below the panel (75% and 100% refer to MeOH) from DEX-treated pDEX:AvrRpm1-HA Col-0 and pDEX:AvrRpm1-HA eds1-2 mutant plants as indicated above the panel. (A/B) Three days later, systemic leaves were infected with Pst and the resulting Pst titers are shown at four dpi. This experiment was repeated two times with similar results. Supplemental Figure S2 HPLC-assisted separation of SAR-inducing metabolites and their dependency on EDS1. (A) UV absorption signal of a MeOH gradient HPLC chromatogram derived from DEX-treated pDEX:AvrRpm1-HA eds1-2 plants. The signal intensity at 260 nm (y-axis) is shown against the HPLC retention time in minutes (x-axis). Fractions 17 to 37 are highlighted as alternating grey and white bars. The fractions that correspond to SAR-inducing fractions derived from wt plants are further highlighted in light grey and numbered above the panel. (B) SAR bio assay in Col-0 wt plants using the HPLC fractions from the eds1-2 mutant for the primary treatment. Col-0 plants were locally treated with 10 mM MgCl 2 (MOCK), Pst/AvrRpm1 (AvrRpm1), chemical-treated water (chem. water), or 0.2% DMSO as controls or with HPLC fractions 17 to 37 derived from DEX-treated pDEX:AvrRpm1-HA eds1-2 mutant plants. (C) SAR bio assay in eds1-2 mutant plants. eds1-2 mutant plants were locally treated with the same controls as in (B) or with the SAR-inducing HPLC fractions (as indicated below the panel) from DEX-treated pDEX:AvrRpm1-HA Col-0 wt plants (as indicated above the panel) or the corresponding HPLC fractions from the eds1-2 mutant. (B/C) Three days after the primary treatment, systemic leaves were infected with Pst and the resulting Pst titers are shown four days after infection (dpi). Asterisk above bar indicates a statistically significant difference to the MOCK control (* P < 0.05, Student´s t test). These experiments were repeated two (B/C) to three (A) times with similar results.
The samples were ground in liquid N 2 , extracted with MeOH, and dried by evaporation to concentrate the metabolites that were dissolved in MeOH for LC-MS analysis. In contrast to AzA, ONA could not be detected in the samples from untreated Col-0 leaves. At 4 hpi the signal intensity ratio between ONA and AzA had shifted to ~1:10 (from 1:3 in the infiltrated solution diluted from the stock analyzed in A). This signal intensity ratio did not appear to change until 72 hpi. The data depicted in (C) includes measurements from two independent experiments that were repeated two times with comparable results using two different concentrations from the stock analyzed in (A).
Supplemental Figure S6
Systemic AZI1 expression in response to local ONA and AzA applications. Col-0 plants were locally treated with 0.1% methanol (MeOH), 1 mM AzA, 250 µM ONA, or 250 µM PIM. Three days later, RNA was isolated from systemic untreated leaves of the treated plants and analysed by qRT-PCR with primers specific for AZI1 (Jung et al., 2009) . AZI1 transcript accumulation was normalized to that of TUBULIN. The normalized fold change is shown relative to AZI1 transcript accumulation in untreated plants. This experiment was repeated two times with similar results. The data shown here originate from the same samples that were used in Fig. 6A .
